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MATERIALS AND METHODS
Cell culture
HL-1 cells (a murine atrial cardiomyocyte cell line) were cultured in fibronectin (0.5%, w/v)/gelatin (0.02%, w/v) (Sigma-Aldrich, MO, USA)-coated flasks as described [27] . Cells were supplied with Claycomb medium (Sigma-Aldrich) containing 10% (v/v) FBS (Sigma-Aldrich), 0.1 mM norepinephrine (Sigma-Aldrich), 2 mM L-glutamine (Sigma-Aldrich), 100 IU/ml penicillin and 100 µg/ml streptomycin (Invitrogen, Lofer, Austria) and maintained at 37°C under 5% CO 2 . For experiments cells were seeded in six-well plates at a density of 1-2x10 4 /well.
Isolation of primary murine ventricular cardiomyocytes
Male C57BL/6 mice (8-12 weeks, 20-30 g) were obtained from the Institute of Biomedical Research (Medical University of Vienna, Austria) and were kept on a 12 h light/dark cycle with free access to food and water. Ventricular cardiomyocytes were isolated as previously described [28] . Mice were anesthetized with isoflurane (Abbott, Wiesbaden, Germany) and sacrificed by cervical dislocation. Hearts were quickly removed and perfused on a Langendorff setup for 4 min with Ca 2+ -free Tyrode's solution (135 mM NaCl, 4.7 mM KCl, 0.6 mM KH 2 PO 4 , 0.6 mM Na 2 HPO 4 , 1.2 mM MgSO 4 , 10 mM HEPES, 30 mM taurine) to which Liberase TM (75 µg/ml, Roche Diagnostics, Germany) was then added and perfusion was continued for another 4 min.
Following mechanical dispersion of the cells, extracellular [Ca 2+ ] concentrations were increased stepwise to 1 mM. Primary cardiomyocytes were then transferred to M199 3 cell culture medium (Sigma-Aldrich) containing penicillin 50 IU/ml, streptomycin 50 µg/ml (both Sigma-Aldrich). Six-well plates were coated with 20 µg/ml poly-ornithin (Sigma-Aldrich) and 5 µg/ml laminin (Sigma-Aldrich) in cold sterile water and kept at 37°C for 2 h. Coating solutions were removed and plates were washed with PBS (pH 7.4). Afterwards, primary cardiomyocytes were kept in coated six-well plates at 37°C under 5% CO 2 for 2 h. Supernatants containing nonadherent cells were removed and fresh M199 medium was added. The percentage of attached viable cells was > 90% in all cell preparations.
Incubation protocol
HL-1 cells were grown to 70% confluence followed by serum starvation overnight periods. All reagents were dissolved in DMSO and DMSO (0.1%, [v/v] ) was used as a vehicle control.
Primary murine cardiomyocytes were incubated with 15d-PGJ 2 (Cayman) at indicated concentrations and time periods. Alternatively, cells were preincubated for 30 min with DP2 antagonist (1 µM CAY10471, Cayman) followed by 15d-PGJ 2 treatments. DMSO (0.1%, [v/v] ) was used as a vehicle control.
Western blot analysis
Protein expression was determined by Western blot technique as described [22, 29] . Briefly, HL-1 cells or primary cardiomyocytes were lysed in 100 µl of ice-cold lysis buffer (50 mM HEPES, 150 mM NaCl, 1 mM EDTA, 10 mM Na 4 P 2 O 7 , 2 mM Na 3 VO 4 , 10 
RNA isolation and real time RT-PCR (qPCR)
Gene quantification was done using real time RT-PCR as described [30] . Total RNA was isolated from HL-1 cells or primary cardiomyocytes using QIAshredder and RNeasy Mini Kit (Qiagen, UK) and 1 µg was subjected to reverse transcription. Six ng cDNA per template was used for gene quantification using SYBR Green PCR Kit (Qiagen) and gene specific primers. The qPCR protocol was performed using
LightCycler 480 system (Roche Diagnostics). Gene specific primers were used for
6 (Mm_Gpr44_1_SG) (Qiagen). Sequences for cytokine specific primers are given in Supplement Table I . Relative gene expression levels compared to GAPDH were calculated using ΔΔCT method.
TNFα RNA interference
TNFα silencing was performed as described [22] . 
ROS measurement
Intracellular ROS levels were assessed using 5-(and -6)-carboxy-2',7'-dichlorodihydrofluorescein diacetate (carboxy-H 2 DCFDA, Invitrogen) as previously described [31] . The cell-permeable dye carboxy-H 2 DCFDA becomes fluorescent upon 
Cell viability assay
Cell viability was assessed as described [31] . HL-1 cells (50% confluent) were treated with 15d-PGJ 2 at indicated concentrations and time periods followed by incubation with MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) (0.5 mg/ml; dissolved in serum-free medium) for 30 min at 37°C. The converted insoluble dark purple coloured dye (formazan) was solubilized with 300 µl acidic isopropanol 
Statistics
All values are represented as mean±SEM and n represents the number of experiments. Statistical significances were tested by Student's t-test or one-way ANOVA with adequate post hoc tests (Tukey, Dunett), using IBM SPSS software; p values ≤ 0.05 were considered statistically significant. All tests were 2-sided.
Supplement Table I
List of primers including gene accession numbers, sequences and amplicon size. were subjected to SDS-PAGE, proteins were transferred to nitrocellulose membranes and immunoreactive bands were visualized using specific primary and secondary antibodies. For normalization, membranes were stripped and probed with primary antibodies against total p38 and p42/44 MAPK.
Supplement Figure VI
Densitometric evaluation of immunoreactive (A) Bax, caspase 8, 9 and 3 compared to β-actin and (B) cleaved PARP (cPARP) and γH2AX compared to β-actin bands in response to 15d-PGJ 2 treatment (15 µM) in a time-dependent manner (see Fig. 5B ). Densitometric evaluation of immunoreactive (C) Bax, caspase 8, 9 and 3 compared to β-actin and (D) cPARP, γH2AX compared to β-actin bands in response to 15d-PGJ 2 treatment (15 µM, 4 h) in scrambled negative control siRNA (si-scr, 40 nM) or siRNA against TNFα (si-TNFα, 40 nM) transfected cells (see Fig. 5D ). Values are expressed as mean±SEM (n=3); *p≤0.05 vs. untreated and **p≤0.05 vs. si-scr treatment, ## p≤0.05 vs. si-scr+15d-PGJ 2 treatment.
